BIOCHEMICAL SOCIETY TRANSACTIONS microsomal fraction. The properties of the microsomal phosphorylcholinetransferase enzyme are similar to those reported for that from spinach leaves (Devor & Mudd, 1971), except that exogenous diglyceride was necessary for maximal rates, presumably because the activity of endogenous lipases was not high enough to generate a sufficient amount.
Recent work on the mechanism of 8-aminolaevulinate synthetase (Akhtar & Jordan, 1968; Zaman et al., 1973; Abboud et al., 1974) has revealed many interesting features about the mechanism and stereochemistry of the reaction. From these studies it was predicted that, after the initial formation of the enzyme-pyridoxal phosphate-glycine Schiff-base complex, one of the a-hydrogen atoms of the glycine would be labilized to form a stabilized carbanion. To detect such a reaction it was necessary to have available a homogeneous preparation of the enzyme. With the use of Rhodopseudomonas spheroides (70g), grown semi-anaerobically in the light, the method of Warnick & Burnham (1971) was followed up to the (NH4)$304 stage. Thereafter the procedure was modified by the utilization of a heat-treatment stage in the presence of pyridoxal phosphate and glycine and subsequent chromatography on DEAE-cellulose, calcium phosphate and DEAE-Sephadex (A-25). The enzyme obtained from the DEAE-Sephadex was in two fractions, fractions I and I1 (Tuboi et al., 1970) . The specific activity of fraction I1 (1.05mg) was 132pmol/h per nig. Both fractions were shown to be homogeneous by polyacrylamide-gel electrophoresis. Fraction I1 was used for all experiments as it was very stable compared with fraction I during prolonged incubation. (pH 7.31 in the presence of 250p~-pyridoxal phosphate, the 3H/14C ratio fell to a constant value of 1.42 after about 2h, representing a 50% loss of 3H radioactivity. In the absence of pyridoxal phosphate the rate of loss of 3H was decreased by 31 %. When the non-competitive inhibitor haeme ( 4 1 3~~) was incubated with enzyme in the presence of pyridoxal phosphate the exchange rate was unaffected. Haem presumably exerts its effect on the overall reaction by interacting with the enzyme in such a way that the binding of succinyl-CoA or subsequent events at the active site during the formation of 6-aminolaevulinate is affected. Under all conditions, incubation of boiled enzyme with labelled glycine resulted in no loss of 3H.
To satisfy ourselves that the loss of 3H from glycine was due to baminolaevulinate synthetase and not to some highly active contaminating enzyme in trace amounts (e.g. transaminase) a sample of the enzyme was denatured to different degrees by heating it at 55°C for various times. The rate of j H exchange of the heat-treated enzymes divided by the specific activity was always constant, indicating that the exchange activity and 8-aminolaevulinate synthetase were equally sensitive to heat. In addition, the presence of L-glutamate or L-alanine during the incubation had no effect on the rate of exchange, showing the reaction was specific for glycine. Further, 6-aminolaevulinate (25 mM) the product decreased the exchange rate by 61.5 %, presumably by direct competition for glycine at the active site. It is concluded that the exchange reaction described represents the initial stage in the conversion of glycine into 8-aminolaevulinate. On binding to the enzyme-pyridoxal phosphate complex, the glycine Schiff base loses stereospecifically one of the a-protons in a reversible reaction to form a carbanion species. This, in the presence of succinyl-CoA, would then condense to form the new C-C bond and by a series of reactions would yield B-aminolaevulinate. In the absence of the succinyl-CoA, the carbanion is simply reprotonated by a solvent proton and glycine is released by hydrolysis. When [2RS-3H2,2-'4C]-glycine is used, these reactions are manifested by the exchange described. The conventional technique used for initiating adult muscle cultures uses explants of tissue pieces (Gallup & Dubowitz, 1973) . A major drawback of this technique is theinability to quantify (Ho1tzer etal., 1975) or identify the initial cell population which ultimately fuses to form myotubes, however small the pieces used for starting the culture (Morgan & Cohen, 1974) . Although several methods of tissue dissociation have been used to obtain single cells (Hauschka, 1974; Bischoff, 1974) , the ability to judge the relative merits of individual techniques is essential. Two cardinal parameters of any dissociation technique are (1) the number of viable cells released per gram of tissue (cell yield) and (2) the number of cells attached after 20h in culture (plating efficiency).
